A peptide fraction with a delicious taste was isolated from the gravy of beef meat. By successive application of gel filtration with Sephadex G-25, chromatography on an ion ex change resin (Dowex 50x4), and paper electrophoresis, the peptide was purified. The amino acid sequence of the purified peptide was determined by Edman degradation for N-terminal and Cpase A method for C-terminal sequence. As a result, the primary structure of the peptide was proposed as follows; H-Lys-Gly-Asp-Glu-Glu-Ser-Leu-Ala-OH. exchange effect of Sephadex G-25 at a flow rate of about 40ml/hr. Every fraction was checked by the measuring of absorbance. at 280 nm, 550 nm (Biuret reaction) and 570nm (ninhydrin reaction). The eluted fractions were tentatively separated into 4 fractions (No.1 -4) as shown in Fig. 2 . An aliquot amounts (4ml) of each fraction were evaporated to dryness and weighed in order to know the absolute amount. Each of the fractions was evaporated to dryness below 50°C and subjected to the sensory test. The result of the sensory test elucidated that the fraction No. 3 was delicious. Hence, the fraction No. 3 was subjected to further puri fications.
The fraction No. 3 (200mg) dissolved in 2ml of 10% ethanol was applied to a column (2.5 x 140cm) of Sephadex G-25 equilibrated with the same solution at room temperature and eluted with the same solution at a flow rate of 40ml/hr and 5ml each of fractions was collected. As the result, the fraction No. 3 was separated into Fr. 3-A and Fr. 3-B in the order of molecular weight as shown in Fig. 3 . The results of the sensory test of these two fractions showed that both of the fractions were delicious, but tasted somewhat different. How ever, as a first step, Fr. 3-A was further in vestigated. Namely, the Fr. buffer of pH3.1. At first, the elution was done with 300ml of the same buffer, and then with 600ml of 1M pyridine-acetic acid buffer (pH5.1) at a flow rate of 15ml/hr, and 5ml each of the fractions was collected. By checking with ninhyrin reaction, 7 fractions were provisionaly obtained. The result is shown in Fig. 4 . Among these 7 fractions, Fr. No. 3-A-(2), -(3) and -(4) showed a strong delicious taste. However, these fractions were not yet a single peptide, because the paper electrophoresis of each fraction showed 2-3 spots by the ninhydrin test.
Of the delicious peptide fractions separated by the ion exchange resin chromatography, the main peptide component (Fr. No. 3-A-(2)) was subjected to further purification by high voltage paper electrophoresis. The paper elec trophoresis was carried out with pyridine, acetic acid, water (10: 0.4: 90, pH6.5) as electrolyte, at a potential of 2000 V/40cm, for 90min. The paper adopted was Toyo Roshi No. 51 paper. The major spot of peptide (No. 3-A-(2)-2) was cut off from the electro pherogram as shown in Fig. 5A , and eluted with 10% acetic acid. The eluate was collected, and evaporated to dryness over phosphorus pentoxide and NaOH in a desiccator. The 2nd paper electrophoresis with pyridine, acetic acid, water (1: 10: 289, pH 3.6), of the fraction just mentioned showed a single spot with ninhydrin reagent (Fig. 5B) . Yield; about 40mg from 100g beef meat.
Determination of amino acid sequence
A part of the purified peptide was hydrolyzed with 6 N hydrochloric acid at 110°C for 16 hr in a sealed tube. The hydrolysate was subjected to amino acid analysis. As shown in Table II , the composition of amino acid was Ala,, Asx,, G1x2, Gly,, Leu1, Lys,, and Set,. In spite of containing Lys, the peptide showed the acidic property in the electrophoresis. Therefore, it seemed that the peptide contained over two acidic residues in the sequence. After 5min, amounts of amino acid released were in the order of Ala, Leu, Ser and Glu. Therefore, it was suggested that the C-terminal sequence of the peptide was -Glu-Ser-LeuAla. Furthermore, it will be considered that a Glu-Glu linkage exists in the amino acid sequence, because the amount of released glutamic acid exceeded that of serine after 10min elapsed. After 30min, small amounts of aspartic acid were detected. From these results, it may be concluded that the C-terminal sequence of the peptide No. 3-A-(2)-2 is Asp-Glu-Glu-Ser-Leu-Ala-OH. The final discrimination of Ala at C-terminal was endorsed by the triazination method.
On the other hand, from the results of Edman degradation, it was inferred that the N-terminal sequence of the peptide was HLys-Gly-Asp-.
On the basis of these results, it may be concluded that the whole sequence of the de licious peptide is H-Lys-Gly-Asp-Glu-GluSer-Leu-Ala-OH.
The final confirmation by the synthesis will be published elsewhere.
